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(54) Title: PREPARATION OF CHIMAERIC ANTIBODIES USING THE RECOMBINANT PCR STRATEGY 



(57) Abstract 

The invention relates to a method of producing a 
chimaeric antibody in which the CDR of a first antibody 
is spliced between the framework regions of a second an- 
tibody. The method is performed using a template com- 
prising two framework regions. AB and CD, and be- 
tween them, the CDR which is to be replaced by a donor 
CDR. Primers A and B are used to amplify the frame- 
work region AB, and primers C and D used to amplify 
the framework region CD. However, the primers B and 
C also contain, at their 5' ends, additional sequence 
corresponding to all or at least part of the donor CDR 
sequence. Primers B and C overlap by a length sufficient 
to permit annealing of their 5' ends to each other under 
conditions which allow a polymerase chain reaction to 
be performed and thereby incorporate all of the donor 
CDR sequence. The amplified regions AB and CD may 
undergo splice overlap extension to produce the chima- 
eric product in a single reaction. 
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Preparation of chimaeric antibodies using the recombinant PCR strategy 

The present invention relates to the preparation of 
5 chimaeric antibodies. The invention is typically applicable 
to the production of humanised antibodies. 

Antibodies typically comprise two heavy chains linked 
together by disulphide bonds and two light chains. Each 

10 light chain is linked to a respective heavy chain by 
disulphide bonds. Each heavy chain has at one end a 
variable domain followed by a number of constant domains. 
Each light chain has a variable domain at one end and a 
constant domain at its other end. The light chain variable 

15 domain is aligned with the variable domain of the heavy 
chain. The light chain constant domain is aligned with the 
first constant domain of the heavy chain. The constant 
domains in the light and heavy chains are not involved 
directly in binding the antibody to antigen. 

20 

The variable domains of each pair of light and heavy 
chains form the antigen binding site. The domains on the 
light and heavy chains have the same general structure and 
each domain comprises a framework of four regions, whose 

25 sequences are relatively conserved, connected by three 
complementarily determining regions (CDRs) . The four 
framework regions largely ^ adopt a beta-sheet conformation 
euid the CDRs form loops connecting, and in some cases 
forming part of, the beta-sheet structure. The CDRs are 

30 held in close proximity by the framework regions and, with 
the CDRs from the other domain, contribute to the formation 
of the antigen binding site. CDRs and framework regions of 
antibodies may be determined by reference to Kabat s£ ^ 
("Sequences of proteins of immunological interest" US Dept. 

35 of Health and Human Services, US Government Printing Office, 
1987) . 
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The preparation of an altered antibody in which the 
CDRs are derived from a different species to the variable 
domain framework regions is disclosed in EP-A-0239400. The 
CDRs may be derived from a rat or mouse monoclonal antibody. 
5 The framework of the variable domains, and the constant 
domains, of the altered antibody may be derived from a human 
antibody. such a humanised antibody elicits a negligible 
immune response when administered to a human compared to the 
immune response mounted by a human against a rat or mouse 
10 antibody. Humanised CAMPATH-1 antibody is disclosed in EP- 
A-0328404. 



15 



The technique of "overlap extension" involves the use 
of oligonucleotide primers complementary to a template 
nucleotide sequence and the polymerase chain reaction (PGR) 
to generate DNA fragments having overlapping ends. These 
fragments are combined in a "fusion" reaction in which the 
overlapping ends anneal allowing the 3' overlap of each 
strand to serve as a primer for the 3' extension of the 
20 complementary strand. Ho gt f Gene . Jl, 51-59 (1989)) 
describe the use of this technique to introduce specific 
alterations in a nucleotide sequence . by incorporating 
nucleotide changes into the overlapping oligo primers. 
Using this technique of site-directed mutagenesis, those 
variants of the mouse major histocompatibility complex 
class-I gene were generated cloned and analysed. 

Horton g£ al (Ggne, 22 61-68 (1989)) describe a 
technique of gene splicing by overlap extension' (SOE) . The 
technique allows the production of a hybrid length of DNA, 
AD, by splicing two pieces of DNA, AB and CD, which are 
produced by a PCR using primers A, B, C and D. At least 
part of the primers B and C are complementary to each other. 
The fragments AB and CD produced by PCR are mixed to allow 
the positive strand of AB to anneal to the negative strand 
of CD. The overlap between B and C allows the two strands 



25 



30 
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to prime extension of each other. Primers A and D are used 
to prime a PGR reaction of the extended strands. 

The above technique was used to splice a portion (CD) 
5 of the mouse gene between upstream and downstream 

regions (AB and EF respectively) of the corresponding 
upstream and downstream parts of the H-2L** gene. All three 
fragments, AB, CD and EF were produced by PGR, using primers 
A to F. The three fragments were joined by two rounds of 
10 SOE, the first one producing a fragment AD (ie. AB-CD) and 
the second producing the product AF (ie. AB-CD-EF) . 

According to the present invention, a method has now 
been devised of producing a chimaeric antibody in which the 
15 CDR of a first antibody is spliced between the framework 
regions of a second antibody. 

In general, the technique of the present invention is 
performed using a template comprising two framework regions, 

20 AB and CD, and between them, the CDR which is to be replaced 
by a donor CDR. Primers A and B are used to amplify the 
framework region AB, and primers c and D used to amplify the 
framework region CD. However, the primers B and C also 
contain, at their 5' ends, additional sequence corresponding 

25 to all or at least part of the donor CDR sequence. Primers 
B and C overlap by a length sufficient to permit annealing 
of their 5' ends to each other under conditions which allow 
a polymerase chain reaction (PCR) to be performed and 
thereby incorporate all of the donor CDR sequence. The 

30 amplified regions AB and CD may undergo SOE to produce the 
chimaeric product in a single reaction. 



35 



According to one aspect the present invention provides 
a method for producing a double- or single-stranded DNA of 
formula 
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5' F1-M-F2 3' 

encoding an antibody chain or fragment thereof in which at 
least one of the complementarity determining regions (CDRs) 
5 of the variable region of the antibody chain is derived from 
a first mammalian antibody, and the framework of the 
variable region is derived from a second, different 
mammalian antibody, wherein M comprises DNA encoding a CDR 
of the second antibody and Fl and F2 encode sequences 
10 flanking M, which method comprises; 

(i) preparing a single- or double-stranded DNA template of 
the formula 

15 5' fl-H-f2 3' 

wherein H comprises DNA encoding a CDR of a different 
specificity from M and fl and f2 are substantially 
homologous to Fl and F2 respectively; 



20 



25 



30 



(ii) obtaining DNA oligonucleotide primers A, B, C and D 
wherein 

A - comprises a sequence a' which has a 5' end 
corresponding to the 5' end of Fl and which is 
identical to a corresponding length of the sequence 
Fl, 

- is oriented in a 5' to 3' direction towards H; 
B consists of the sequence 

5' b'-b' 3' 



35 Wherein 

^ b^ comprises a sequence complementary to a 
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corresponding length of M and has a 3' end which is 
complementary to the 5' end of M, and 

- is complementary to a sequence of corresponding 
length in Fl and has a 5' end which starts at the 

5 nucleotide complementary to the 3' end of Fl; 

C consists of the sequence 

5' c'-c^ 3' 

10 

Wherein 

- c' comprises a sequence identical to the corresponding 
length of M and has a 3' end which corresponds to the 
3' end of M, and 

• is identical to a sequence of corresponding length 
in F2 and has a 5' end which starts at the nucleotide 
corresponding to the 5' end of F2; 

D - comprises a sequence d' which has a 5' end 
20 complementary to the 3' end of F2 and which is 

complementary to a corresponding length of F2, and 

- is oriented in a 5' to 3' direction towards H; 

and wherein and d overlap by a length sufficient to 
25 permit annealing of their 5' ends to each other under 
conditions which allow a PCR to be performed; 

(iii) performing, in any desired order, PCR reactions with 
primer pairs A,B and C,D on the template prepared in 

30 (i) above; and 

(iv) mixing the products obtained in (iii) above and 
performing a PCR reaction using primers A and D. 



35 The oligonucleotides may be of any convenient size. 
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Preferably Fl and F2 each encode at least one human 
antibody framework region and optionally further CDRs. 
Preferably H encodes a CDR of said first antibody. 
Preferably M encodes a non-human CDR region, most preferably 
5 a murine or rodent CDR. 

Primers A and D will usually be at least 12, for 
example at least 15 nucleotides, and more usually from 20 to 
30 nucleotides in length. If desired primers A and D may 

0 contain at least one restriction endonuclease recognition 
site within nucleotides of their 5' ends. Primers B and C 
will usually be at least 20, for example at least 30 
nucleotides in length. More usually, these primers will be 
over 40, for example 45 to 60 nucleotides long. It is 

5 generally possible to synthesise oligonucleotides of up to 
200 nucleotides in length. Generally primers A, B, C and D 
will thus each be from 15 to 200 nucleotides in length. 



The length of overlap between b* and c^ may depend on 
a number of factors, including the total length of B and C 
and the particular base composition of the region of the 
overlap. However, the overlap will usually be at least 12, 
for example at least 15, nucleotides. According to one 
emlDodiment, the sequences b' and c' within the primers B and 
C are the same number of nucleotides in length. In a 
preferred embodiment of the invention b' and c* are both the 
length of M and thus the overlap is also this length. 

Usually, the distance between the 3' end of primer A 
and the 5' end of H will be at least 15 nucleotides. More 
usually, the distance will be the length of fl minus the 
length of A itself. Similarly, the distance between the 3' 
end of D and the region H will also be at least 15 
nucleotides, and more usually the length of f2 minus the 
length of D itself. According to one embodiment the 
sequences a\ b^ c^ and d^ of primers A, B, C and D 



20 



25 
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respectively are each from 15 to 30 nucleotides in length. 

It will be appreciated that the entire sequence of M 
and the 5' and 3' regions of Fl and F2 will be determined by 
5 the sequence of the primers A, B, C and D. 

It is therefore considered inappropriate in this 
situation to refer to "homology" between these primers and 
any parts of the sequence Fl, M or F2. Instead, the term 
10 "corresponding length" as used herein means a sequence of 
the same number of nucleotides and with the identical (or 
complementary) sequence. 

With reference to step (i) above, the sequences fl and 
15 f2 will be substantially homologous to Fl and F2 
respectively in that the primers A to D may be used to 
introduce minor changes to f 1 and f 2 in the regions of these 
primer sequences. 

20 The regions Fl and F2 comprise DNA encoding at least 

part of the framework regions either side of the CDR M. Fl 
and F2 may also encode regions flanking these sequences, for 
example into and beyond DNA encoding further CDRs. 

25 According to another aspect, the present invention 

provides an oligonucleotide 30 to 110 nucleotides in length 
which consists of the sequence: 

5' o»-o' 3' 

30 

wherein o' comprises at least 15 nucleotides of a sequence of 
a CDR region of non-human origin and o^ comprises at least 15 
nucleotides of a framework region of human origin. This 
oligonucleotide is suitable for use as a primer in the 
35 process described above. 
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According to a still further aspect, the present 
invention provides a method for producing a double- or 
single-stranded DNA of formula 

5' F1-M1-F2-M2-F3-M3-F4 3' 

encoding an antibody chain or fragment thereof in which the 
three complementarity determining regions (CDRs) of the 
variable region of the antibody chain are derived from a 
first nanmalian antibody, and the four framework regions of 
the variable domain are derived from a second, different 
mammalian antibody, wherein Ml, M2 and M3 comprise DNA 
encoding CDRs of the second antibody and Fi, F2, F3 and F4 
comprise framework sequences flanking the CDRs Ml, M2 and 
15 M3, which method comprises; 



10 



20 



30 



35 



(i) 



preparing a single- or double-stranded DNA template of 
the formula 



5' fl-Hl-f2-H2-f3-H3-f4 3' 



wherein Hi, H2 and H3 comprises DNA encoding CDRs of 
a different specificity from Ml, M2 and m, and fi, 
f2, f3 and f4 are substantially homologous to Fl, F2, 
25 F3 and F4 respectively; 

(ii) obtaining DNA oligonucleotide primers A, B, C, D, E, 
P, G and H wherein 



A - comprises a sequence a' which has a 5' end 
corresponding to the 5' end of Fl and which is 
identical to a corresponding length of the sequence 

- is oriented in a 5' to 3' direction towards HI; 

B consists of the sequence 
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10 



9 

5' b'-b^ 3' 

wherein 

- b' comprises a sequence complementary to a 
corresponding length of Ml and has a 3' end which is 
complementary to the 5' end of Ml, and 
b2 is complementary to a sequence of corresponding 
length in Fl and has a 5' end which starts at the 
nucleotide complementary to the 3' end of Fl; 

C consists of the sequence 



c^ 3' 
15 Wherein 

- c' comprises a sequence identical to the corresponding 
length of Ml and has a 3' end which corresponds to the 
3' end of Ml, and 

- c is identical to a sequence of corresponding length 
in F2 and has a 5' end which starts at the nucleotide 
corresponding to the 5' end F2; 

D consists of the sequence 

25 5' d'-d^ 3' 

wherein 

• comprises a sequence complementary to a 

corresponding length of M2 and has a 3 ' end which is 
20 complementary to the 5' end of M2, and 

d' is complementary to a sequence of corresponding 
length in F2 and has a 5' end which starts at the 
nucleotide complementary to the 3' end of F2; 

35 E consists of the sequence 



10 
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5' e^-e^ 3' 

wherein 

- comprises a sequence identical to the corresponding 
> length of M2 and has a 3' end which corresponds to the 

3' end of M2, and 

- is identical to a sequence of corresponding length 
in F3 and has a 5' end which starts at the nucleotide 
corresponding to the 5' end F3; 

F consists of the sequence 

5' f>-f2 3' 

15 wherein 

- f' comprises a sequence complementary to a 
corresponding length of M3 and has a 3' end which is 
complementary to the 5 ' end of M3, and 

' f ^ is complementary to a sequence of corresponding 
length in F3 and has a 5' end which starts at the 
nucleotide complementary to the 3' end of F3; 

G consists of the sequence 



20 



25 



5' g^-g2 3^ 



wherein 

* comprises a sequence identical to the corresponding 
length of M3 and has a 3' end which corresponds to the 
30 3' end of M3, and 

- g^ is identical to a sequence of corresponding length 
in F4 and has a 5' end which starts at the nucleotide 
corresponding to the 5' end F4; 



35 



H - comprises a sequence h^ which has a 5' end 
complementary to the 3 ' end of F4 and which is 
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coiaplementary to a corresponding length of F4, and 
- is oriented in a 5' to 3' direction towards H3; 

and wherein the pairs b* and c', d' and eS and and g^ 
5 overlap by a length sufficient to permit annealing of 

their 5' ends to each other under conditions which 
allow a PGR to be performed; 

(iii) performing, in any desired order, PGR reactions with 
primer pairs A,B; C,D; E,F and G,E on the template 
prepared in (i) above to obtain DNA fragments AB, CD, 
EF and GH; and 

(iv) splicing the fragments obtained in (iii) above to 
15 obtain the desired DNA. 

According to one embodiment, F4 comprises the 
framework sequence flanking the CDR M3 and DNA encoding all 
or part of the constant region of the antibody chain. 

20 

Step (iv) may be performed by: 
(iva) mixing fragments AB and GD with primers A and D 
and performing a PGR to obtain a DNA fragment AD; 
(ivb) mixing, before, during or following step (iva) 
25 above, fragments EF and GH with primers E and H 

and performing a PGR to obtain a DNA fragment EH; 
and 

(ivc) mixing fragments AD and EH with primers A and H 
to obtain the desired DNA. 

30 

Alternatively step (iv) may be performed by: 
(iva) mixing fragments CD and EF with primers G and F 
and performing a PGR to obtain a DNA fragment CF; 
and EITHER: 

35 (ivb-1) mixing fragments AB and CF with primers A and F 

and performing a PGR to obtain a DNA fragment AF; 
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and 

(ivc-1) mixing fragments AF and GH with primers A and H 

to obtain the desired DNA; OR: 
(ivb-2) mixing fragments CF and GH with primers C and H 
5 and performing a PGR to obtain a DNA fragment CH; 

and 

(ivc-2) mixing fragments AB and CH with primers A and H 
to obtain the desired DNA. 

10 Descript ion of the drawings 

Figure i illustrates a process according to the 
present invention. The dark box indicates DNA sequence from 
a murine CDR region which is inserted between framework 
15 regions of the CAMPATH antibody, replacing the original CDR 
(unshaded box) . A, B, c and D indicate the PGR primers 
used, with half -arrows indicating their 5' to 3' 
orientation. 

Figure 2 shows in detail the key sequences involved in 
the process illustrated in Figure 1. 

Figure 3 is a schematic illustration of how the 
process of the invention may be used to replace all three 
25 CDR regions of an antibody. 

Figure 4 illustrates in further detail one 
configuration of primers which may be used in the present 
invention. 

30 

Possible variations in the Fl and F2 DNA regions are 
apparent by contrasting the embodiments of the invention 
illustrated in Figures l and 3. 

35 In Figure 1, a process according to the invention is 

illustrated showing the replacement of a single CDR DNA. 
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The region T2 in Figure i is between primers "C" and "D", 
starting at the 5' end of as defined above to the 
complement of the 5' end of "D". This region encodes a 
total of 3 framework regions, 2 CDRs and the whole heavy 
chain constant region incorporating a stop codon within 
primer D. In contrast, the DNA of Fl, 5' to the CDR being 
replaced, contains a single framework and no CDRs. 



In Figure 3, the DNA between primers "C" and "D" 
10 encodes a single framework region. This is because the 
process illustrated shows the replacement of all 3 CDRs of 
DNA encoding the variable region of an antibody. With this 
arrangement, it should be noted that primer "D" comprises 
not only the sequence of d' but also additional 5' sequence 
15 encoding part of a second CDR region. 

When the DNA encoding all 3 CDRs of an antibody chain 
is to be replaced, the arrangement of Figure 3 may be used. 

20 Thus, a first set of 4 primers, "A", "B", "C" and "D" 

(as defined above for A, B, c and D) are used to replace all 
of a first CDR (CDRl) and at least part of a second CDR, 
(CDR2) . A second set of primers, "E", "F", "G" and "H" 
(defined as for A, B, c and D respectively) are used to 
25 replace a third CDR (CDR3) and at least part of CDR2. In 
order to ensure the replacement of CDR2, primers "D" and "E" 
must overlap by a length sufficient to permit annealing of 
their 5* ends to each other under conditions which allow a 
PCR to be performed. In essence, replacement of CDR2 is 
accomplished by a set of four primers, "C", "D", "E" and 
«F", defined as for A, B, C and D respectively. 



30 



In the embodiment of the invention illustrated by 
Figure 3, fragments AB and CD are annealed to provide 
35 fragment AD, and fragments EF and 6H are spliced to provide 
fragment EH. Finally AD is spliced with EH to provide 
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fragment AH, encoding a variable region in which all 3 CDRs 
are replaced. 

Other arrangements by which all 3 CDR DNAs may be 
5 replaced in a DNA encoding a variable region using primers 
"A" to "H" as illustrated in Figure 3 include performing 
reactions with primer pairs "A" + "B", "C" + "D", "E" + "F" 
and "G" + "H" as illustrated in Figure 3(1), splicing 
fragments CD and EF together to produce a fragment CF, and 
10 splicing this fragment with either first fragment AB and 
then GH, or vice versa. 

Alternatively, the DNA encoding the 3 CDRs may be 
replaced sequentially. A first reaction using primers "A", 

15 "B", "C" and "H" (as shown in Figure 3 and defined as for 
primers A to D) may be used to replace CDRl, in accordance 
with the present invention. A second set of reactions, 
using primers "A", "E», "D" and "H" (as shown in Figure 3 
and defined as for primers A to D) replaces CDR2. A final 

20 set of reactions, using primers "A", "F", "G" and "H" 
replaces CDR3. 

The primers A and D may also, at their 5' ends contain 
additional sequences which represent, for example, 
25 restriction endonuclease recognition sequences not 
represented in fl or f2. 

The sequences of A and D 5' to a' and d^ will be 
ignored when considering the degree of homology between f l 
30 and Fl, and f2 and F2. Similarly, if Fl and/or F2 are 
shorter than fl and/ or f2 respectively, the additional 
sequences of fl/f2 for which F1/F2 have no counterpart will 
also be ignored when measuring the degree of homology. 

35 All the primers may contain a number, for example 1 to 

10, such as 2 to 5 nucleotide mismatches between the fl/f2 
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sequences and the corresponding or complementary primer 
sequences. These mismatches may be used to design desired 
coding changes in the sequences of Fl and F2 when compared 
with fl and f2. 

5 

The process of the invention may be used to produce a 
chimaeric antibody or fragment thereof in which any one of 
the CDR regions are replaced. It may also be used to 
replace any two, or all three CDR regions of an antibody 
10 variable region. 

The process of the invention may be used to replace 
the DNA encoding one or more CDRs of a complete antibody 
light or heavy chains. Fragments of DNA encoding at least 
15 one CDR region may be used. For example, it is possible to 
produce antibody fragments such as Fab, F(ab)2 or Fv 
fragments , in which the DNA encoding one or both of the 
light or heavy chains has been subjected to the process of 
the invention. 

20 

DNA encoding framework regions and CDRs of antibodies 
will often be present in a vector, for example an expression 
vector. In some cases, it will be necessary or desirable 
that one or both of the primers A and D (or at least their 
25 regions a' and d^) correspond to vector sequences, rather 
than sequences of one of the framework regions flanking the 
COR being replaced. 

The DNA produced according to the invention may be 
30 cloned into any suitable replication or expression vector 
and introduced into a bacterial, yeast, insect or mammalian 
cell to produce chimaeric antibody. Examples of suitable 
systems for expression are described below. 

35 The antibody chain may be co-expressed with a 

complementary antibody chain. At least the framework of the 
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variable region and the or each constant region of the 
complementary chain generally are derived from the said 
second species also, A light chain and a heavy chain may be 
co-expressed. Either or both-chains may have been prepared 
5 by the process of the invention. Preferably the CDRs of 
both chains are derived from the same selected antibody. An 
antibody comprising both expressed chains can be recovered. 

The antibody preferably has the structure of a natural 
10 antibody or a fragment thereof. The antibody may therefore 
comprise a complete antibody, a (Fab') 2 fragment, a Fab 
fragment, a light chain dimer or a heavy chain. The 
antibody may be an IgG, such as an IgGl, IgG2, IgG3 or IgG4 
IgM, IgA, IgE or IgD. Alternatively, the antibody may be a 
15 chimaeric antibody of the type described in WO 86/01533. 

A chimaeric antibody according to Wo 86/01533 
comprises an antigen binding region and a non- immunoglobulin 
region. The antigen binding region is an antibody light 
20 chain variable region or heavy chain variable region. 
Typically, the chimaeric antibody comprises both light and 
heavy chain variable regions. The non-immunoglobulin region 
is fused at its C-terminus to the antigen binding region. 
The non-immunoglobulin region is typically a non- 
25 immunoglobulin protein and may be an enzyme region, a region 
derived from a protein having known binding specificity, 
from a protein toxin or indeed from any protein expressed by 
a gene. The two regions of the chimaeric antibody may be 
connected via a cleavable linker sequence. 

30 

The invention is preferably employed to humanise an 
antibody, typically a monoclonal antibody and, for example, 
a rat or mouse antibody. The framework and constant regions 
of the resulting antibody are therefore human framework and 
35 constant regions whilst the CDRs of the light and/ or heavy 
chain of the antibody are rat or mouse CDRs. Preferably all 
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CDRs are rat or mouse CDRs. The antibody produced in 
accordance with the present invention may be a human IgG 
such as IgGl, IgG2, IgG3, IgG4; IgM; IgA; IgE or IgD 
carrying rat or mouse CDRs. 

5 

The process of the invention is carried out in such a 
way that the resulting chimaeric antibody retains the 
antigen binding capability of the non-human antibody from 
which the CDR region (s) is /are derived. 

10 

The starting antibody is typically an antibody of a 
selected specificity. In order to ensure that this 
specificity is retained, the variable region framework of 
the antibody is preferably the closest variable region 
15 framework of an antibody of another species. By "about the 
closest" is meant about the most homologous in terms of 
amino acid sequences. Preferably there is a homology of at 
least 50% between the two variable regions. 

20 There are four general steps to produce a humanised 

antibody by the method according to the invention. These 
are: 

(1) determining the nucleotide and predicted amino acid 
sequence of the starting antibody light and heavy 

25 chain variable regions; 

(2) designing the chimaeric antibody, i.e. deciding which 
antibody framework region to use during the process; 

(3) identifying the oligonucleotides A, B, C, and D and 
use of these primers in a series of PCR reactions to 

30 produce DNA encoding the humanised antibody; and 

(4) the transfection of a suitable host cell line with the 
DNA and expression of the humanised antibody* 



35 



These four steps are explained below in the context of 
humanising an antibody. However, they may equally well be 
applied when reshaping to an antibody of a non-human 
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species . 

SteE_l: Detennxninq the nucleotide a nd predicted amino 
acid sequence of the antib ody light and heavy 
chain variable r^of^^n'^ 

To make a chimaeric antibody only the amino acid 
sequence of antibody's heavy and light chain variable 
regions needs to be known. The sequence of the constant 
regions is irrelevant because these do not contribute to the 
humanising strategy. The simplest method of determining the 
variable region amino acid sequence of an antibody is from 
cloned cDNA encoding the heavy and light chain variable 
region • 

There are two general methods for cloning heavy .and 
light chain variable region cDNAs of a given antibody: (1) 
via a conventional cDNA library, or (2) via PGR. Both of 
these methods are widely known. Given the nucleotide 
sequence of the cDNAs, it is a simple matter to translate 
this information into the predicted amino aoid sequence of 
the antibody variable regions. 



StgE«2: Desiqnin a the chimaeric antibodv 

25 

There are several factors to consider in deciding 
which human antibody sequence to use during the 
humanisation. The humanisation of light and heavy chains 
are considered independently of one another, but the 
30 reasoning is basically similar for each. 

This selection process is based on the following 
rationale: A given antibody's antigen specificity and 
affinity is primarily determined by the amino acid sequence 
35 of the variable region CDRs. Variable region framework 
residues have little or no direct contribution. The primary 
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function of the framework regions is to hold the CDRs in 
their proper spacial orientation to recognize antigen. Thus 
the substitution of rodent CDRs into a human variable region 
framework is most likely to result in retention of their 
correct spacial orientation if the human variable region is 
highly homologous to the rodent variable region from which 
they originated. A human variable region should preferably 
be chosen therefore that is highly homologous to the rodent 
variable region(s). 

A suitable human antibody variable region sequence can 
be selected as follows: 



Using a computer program, search all available protein 
(and DNA) databases for those human antibody variable 
region sequences that are most homologous to the 
rodent antibody variable regions. The output of a 
suitable program is a list of sequences most 
homologous to the rodent antibody, the percent 
homology to each sequence, and an alignment of each 
sequence to the rodent sequence . This is done 
independently for both the heavy and light chain 
variable region sequences. The above analyses are 
more easily accomplished if only human iiamunoglobulin 
sequences are included. 

List the human antibody variable region sequences and 
compare for homology. Primarily the comparison is 
performed on length of CDRs, except CDR3 of the heavy 
chain which is quite variable. Human heavy chains and 
Kappa and Lambda light chains are divided into 
subgroups ; Heavy chain 3 subgroups , Kappa chain 4 
subgroups, Lambda chain 6 subgroups. The CDR sizes 
within each subgroup are similar but vary between 
subgroups. It is usually possible to match a rodent 
Ab CDR to one of the human subgroups as a first 
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approximarion of homology. Antibodies bearing CDRs of 
similar length are then compared for amino acid 
sequence homology, especially within the CDRs, but 
also in the surrounding framework regions. The human 
5 variable region which contains the most homologous 

CDRs is chosen as the framework for humanisation. 

Step 3 : Identification and use of the oligonucleotides A. 
Bi C and p ' 

10 

The general principles for designing primers for PGR 
are well known, eg. as described by R.K. Saiki ("The Design 
and Optimisation of the PCR" in "PCR Technology", Ed H.A. 
Erlich, Stockton Press, (1989)), In addition, specific 

15 factors can be considered for each CDR replacement. Where 
necessary, or desired, the 5' ends of A and/ or D may encode 
part or all of a second and/or third CDR. The primers, A 
and D, may also include at their 5' ends restriction enzyme 
sites. These sites can be designed according to the vector 

20 which will be used to clone the humanised antibody from the 
final PCR reaction. The primers B and C must be long enough 
to overlap by at least a length sufficient to permit 
annealing of their 5' ends to each other under conditions 
which allow a PCR to be performed. This will usually 

25 require an overlap of at least 12, and preferably at least 
15 nucleotides. One or more of the four primers may differ 
from their template sequences by one or more nucleotides. 
These differences may be used to introduce desired coding 
changes into the framework regions of the ' antibody . 

30 

The primers are then used in a series of PCR reactions 
using the appropriate template to generate the DNA encoding 
the humanised antibody. PCR reactions may be carried out as 
described by Saiki et al. Science . 211, 487-491 (1988). At 
3 5 each stage the desired product of the PCR reaction may be 
purified as necessary, for example using selective 
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filtration and if necessary the identity of the product can 
be established, for example by gel electrophoresis. 

Step 4 : Transfecrion and expression of the reshaped 
5 antibody 

Following the reactions to produce rhe DNA encoding 
the chiinaeric antibody, the DNAs are linked to the 
appropriate DNA encoding light or heavy chain constant 
10 region, cloned into an expression vector, and transfected 
into a suitable host cell line, preferably a mammalian cell 
line. These steps can be carried out in routine fashion. 
A chimaeric antibody may therefore be prepared by a process 
comprising: 

15 a) preparing a first replicable expression vector 

including a suitable promoter operably linked to a DNA 
sequence which encodes at least a variable region of 
an Ig heavy or light chain/ the variable region 
comprising framework regions from a first antibody and 

20 CDRs from a second antibody of different specificity; 

b) if necessary, preparing a second replicable expression 
vector including a suitable promoter operably linked 
to a DNA sequence which encodes at least the variable 
region of a complementary Ig light or heavy chain 

2 5 respectively; 

c) transforming a cell line with the first or both 
prepared vectors; and 

d) culturing said transformed cell line to produce said 
altered antibody. 

30 

Preferably the DNA sequence in step a) encodes both 
the variable region and the or each constant region of the 
antibody chain. The antibody can be recovered and purified. 
The cell line which is transformed to produce the altered 

3 5 antibody may be a Chinese Hamster Ovary (CHO) cell line or 

an immortalised mammalian cell line, which is advantageously 
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of lymphoid origin, such as a myeloma, hybridoma, trioma or 
guadroma cell line. The cell line may also comprise a 
normal lymphoid cell, such as a B-cell, which has been 
immortalised by transformation with a virus, such as the 
5 Epstein-Barr virus. Most preferably, the immortalised cell 
line is a myeloma cell line or a derivative thereof. 

Although the cell line used to produce the chimaeric 
antibody is preferably a mammalian cell line, any other 
LO suitable cell line, such as a bacterial cell line or a yeast 
cell line, may alternatively be used. In particular, it is 
envisaged that coli - derived bacterial strains could be 
used. 

■5 It is known that some immortalised lymphoid cell 

lines, such as myeloma cell lines, in their normal state 
secrete isolated Ig light or heavy chains. If such a cell 
line is transformed with the vector prepared in step (a) it 
will not be necessary to carry out step (b) of the process, 

:o provided that the normally secreted chain is complementary 
to the variable region of the Ig chain encoded by the vector 
prepared in step (a) • 

However, where the immortalised cell line does not 
5 secrete or does not secrete a, complementary chain, it will 
be necessary to carry out step (b) • This step may be 
carried out by further manipulating the vector produced in 
step (a) so that this vector encodes not only the variable 
region of a chimaeric antibody light or heavy chain, but 
0 also the complementary variable region. 

Alternatively, step (b) is carried out by preparing a 
second vector which is used to transform the immortalised 
cell line. This alternative leads to easier construct 
5 preparation, but may not be as preferred as the first 
alternative in that production of antibody may be less 
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efficient. 

In the case where the immortalised cell line secretes 
a complementary light or heavy chain, the transformed cell 
5 line may be produced for example by transf oirming a suitable 
bacterial cell with the vector and then fusing the bacterial 
cell with the immortalised cell line by spheroplast fusion. 
Alternatively, the DNA may be directly introduced into the 
immortalised cell line by electroporation or other suitable 
10 method. 

An antibody is consequently produced in which CDRs of 
a variable region of an antibody chain are homologous with 
the corresponding CDRs of an antibody of a first mammalian 

15 species and in which the framework of the variable region 
and the constant regions of the antibody are homologous with 
the corresponding framework and constant regions of an 
antibody of a second, different, mammalian species. 
Typically, all three CDRs of the variable region of a light 

20 or heavy chain are derived from the first species. 

The antibody may be an IgG, such as IgGl, IgG2, IgG3 
or IgG4 IgM, IgA, IgZ or IgD, Alternatively, the antibody 
may be a chimaeric antibody of the type described in 
25 WO 86/01533. 

The recombinant PGR technique of the present invention 
should allow the generation of fully humanised MAb DNA 
sequences in only two days using three rounds of PGR 

30 reactions (Fig. 3). Site-directed mutagenesis (Jones 
e£al., liaiatg, m, 522-525 (1986); Riechmann et al. , 
Nature, 112/ 323-327 (1988)) and oligonucleotide gene 
synthesis (Queen s£ ai., Proe . Natl . Acad . Sci . U.S.A. . I6, 
10029-10033 (1989)) have previously been used for the 

35 humanisation of antibodies. The above method has benefits 
over these techniques in that smaller oligonucleotides are 
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required in the procedure, even to transfer large CDRs such 
as the 19 amino acid CDRH2 present in a number of human IgG 
subgroup III heavy chains (Cleary et ai. , Cell . ±±, 97-106 
(1986)). For example, as illustrated in Figure 4, where the 
5 primary PCR products are designed to overlap in the middle 
of the CDR by 15 bp, the transfer of a 57 bp CDR onto the 
appropriate FR requires oligonucleotides of a maximum of 51 
bp, assuming a homology of 15 bp corresponding to the FR 
target sequence (Higuchi, Using PCR to engineer DNA, in "PCR 
10 Technology" Ed. H.A. Erlich, Stockton Press (1989)). 

The technique of the invention is also advantageous 
over site-directed mutagenesis in that all operations can be 
performed upon ds DNA without the need for subcloning 
15 between ds and ss vectors, thus decreasing the time and 
effort required to generate the humanised product. 

The invention is illustrated by the following example. 
20 EXAMPLE 1 

(a) Recombinant PCR grafting of DX48 CDRHl onto a human 
background 

2^ The objective was to graft a heavy chain CDRl (CDRHl) 

from a rat anti-digoxin mAb (DX48) onto a human Ig backbone. 
The template used for the recombinant PCR was the previously 
humanised CAMPATH-IH heavy chain (Riechmann s£ ai. / Nature . 
322./ 323-327 (1988)), a human IgGl heavy chain with NEW 
(Saul si , I. siai. siigjji., 2S1, 585-597 (1978)) V region, 
which had been re-engineered from genomic into cDNA 
configuration, and had subsequently undergone site-directed 
mutagenesis to replace CAMPATH-IH CDRH2 and CDRH3 sequences 
with rat DX48 CDRH2 and CDRH3 yielding HUMDXCH.23 ss 
35 template in M13 (SEQ ID NO: 1). 



30 
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PGR reactions (Saiki et , Science . 239 . 487-491 
(1988)) were carried out using ss HUMDXCH.23 template 
prepared by the method of Sambrook et ai- , Molecular 
Cloning: A Laboratory Manual, 2nd Edn., Cold Spring Harbor 
Laboratory (1989). The reactions were performed in a 
programmable heating block (Hybaid) using 25 rounds of 
temperature cycling (94«C for 1 min, 50'C for 2 min, and 
72 «C for 3 min) followed by a final 10 min step at 72 "C, i 
fxg of each primer, 50 ng of template and 2.5 Units of Tag 
polymerase (Perkin Elmer Cetus) were used in a final volume 
of 100 Ml with the reaction buffer as recommended by the 
manufacturer. Synthetic oligonucleotides were made on a 
7500 DNA Synthesizer (Milligen) . 

The approach used is summarised in Fig. 1. Primers 

used: 

A : SEQ ID NO: 2: 

B : SEQ ID NO: 3: 

C : SEQ ID NO: 4: 

D : SEQ ID NO: 5: 
Two PCR reactions were carried out using the primer pairs A 
and B, and C with D respectively. Primers A and D 
correspond to positive and negative strand oligonucleotides 
incorporating the Hin^lll sites at the 5' and 3' termini of 
the HUMDXCH.23 insert. Figure 2 shows the nucleotide 
sequence of three regions of the HUMDXCH.23 insert 
incorporating; the first 42 bp at the 5' end of the insert 
including the start codon of the CAMPATH-IH leader sequence; 
the 3' 27 bp of FRHl, the whole length of* CDRHl and the 5' 
27 bp of FRH2 from CAMPATH-IH; and the final 27 bp at the 3' 
terminus of the insert including the stop codon at the end 
of CAMPATH-IH constant region (CH3) . The sequences are 
separated by 117 bp and 1206 bp respectively. Primer B 
possesses negative strand sequence from the 3 ' end of the 
CAMPATH-IH FRHl region (with point mutations to convert Phe 
27 and Thr 3 0 of CAMPATH-IH back to the Ser residues present 
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in the NEW FRHl) together with CDRHl sequence of DX4 8 in 
place of the CAMPATH-IH CDRHl (Fig. 2) . Primer C is made up 
of the positive strand sequence of DX48 CDRHl, complementary 
to the CDRHl region of primer B, running into the 5' end of 
5 -he Campath-IH FRH2 (Fig. 2), In the first round of the AB 
and CD PGR reactions the HUMDXCH.23 negative strand is 
synthesised from primers B and D respectively (Fig. 1) . in 
subsequent cycles fragments AB and CD (SEQ ID NO: 6 AND NO: 
7 respectively) are amplified (Figs. 1 and 2). The products 

10 of the two reactions thus constitute the whole length of the 
HUMDXCH.23 insert but with the point mutations stated above 
and the Campath-IH CDRHl replaced by the CDRHl sequence of 
DX48, Fragments AB and CD both possess the DX48 CDRHl 
sequence such that on denaturation and reannealing the 

15 overlapping sequences can anneal. 

Excess primers were removed from the AB and CD PCR 
reactions by selective filtration on a Centricon 100 
(Higuchi et al., Nucl. Acids Res., 16, 7351-7367 C1988); 

20 Amicon) . 50 Ml of each reaction was placed into 2 ml of TE 
(lOmM Tris-HCl pH 8, 0.1 mM EDTA) and mixed in the upper 
reservoir of the Centricon 100. The manufacturer's protocol 
was followed using a 25 min centrifugation in a fixed-angle 
rotor at 1000 X G, and the PCR products recovered in a 40 jul 

25 retentate. 

10 Ml of the Centricon 100 retentate was subjected to 
a recombinant PCR reaction with primers A and D (Fig. 1) 
using the same conditions as performed in the primary PCR 

3 0 reactions above. The positive strand of fragment AB and the 
negative strand of CD contain the complementary DX48 CDRHl 
sequences at their 3' ends, and in the first PCR cycle can 
anneal and serve as primers for one another. Extension of 
the overlap produces . the recombinant product fragment AD 

3 5 containing the transplanted DX48 CDRHl, and this is 
amplified by primers A and D in the subsequent rounds of PCR 
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(Figs. 1 and 2) . The remaining strands of fragments AB and 
CD, which are complementary at their 5' ends, are not able 
to prime each other, but can act as templates for primers A 
and D, These generate more of the primary PCR products, 
5 although these fragments are not amplified in an exponential 
manner due to the absence cf primers B and C in the 
reaction. 

Gel-purified PCR products were analysed on an agarose 
10 gel containing 0.8% Type II: Medium EEO Agarose (Sigma) in 
89 mM Tris-borate/2 mM EDTA, and visualised by staining with 
ethidium bromide. The expected sizes of the fragments were 
as follows: AB, 207 bp; CD, 1285 bp; AD, 1471 bp. The 
predominant band observed in each case was of the expected 
15 size, although additional minor bands also appeared in 
reaction AD. 

(b) Cloning and sequencing of the recombinant PCR product 

20 Fragment AD (SEQ ID NO: 8) was gel eluted, digested 

with Hin^III (BRL) and cloned into the Hind lll site of pUC- 
18 (BRL) . The nucleotide sequence of a clone containing the 
recombinant molecule was determined by plasmid priming 
following the dideoxy chain-termination method (Sanger 

25 et ai. , Proc . Natl . Acad . Sci . U.S.A. . 74, 5463-5467 (1977)) 
according to the Sequenase kit (USB) protocol. The entire 
14 63 nt insert was found to be of the correct sequence, no 
mis incorporations having resulted from the two sets of PCR 
reactions . 

30 

EXAMPLE 2 

This objective was the, humanisation of YFC51.1.1 rat 
anti-human -CD18 heavy and light chains. The DNA sequence 
35 of the variable regions of both chains had been determined 
and is shown in 
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SEQ ID NOS 9 and 10 - heavy chain and 
SEQ ID NOS 11 and 12 - light chain. 

Using the selection procedure described in Step (2) 
5 above, the human variable domain frameworks of the NEWM 
heavy chain and REI light chain (Kabat et al, "Sequences of 
proteins of immunological interest", U.S. Dept. of Health 
and Human Services, U.S. Government Printing Office (1987)) 
were chosen for the humanisation process. 

10 

The humanised heavy and light chains were constructed 
as follows. 

(i) Light Chain 
15 Light chain oligonucleotide primers: 





SEQ 


ID 


NO: 


13: 


Bl: 


SEQ 


ID 


NO: 


14: 


C,: 


SEQ 


ID 


NO: 


15: 


D,: 


SEQ 


ID 


NO: 


16: 


El: 


SEQ 


ID 


NO: 


17: 


Fl: 


SEQ 


ID 


NO: 


18: 


Gl: 


SEQ 


ID 


NO; 


19: 


Hl: 


SEQ 


ID 


NO: 


20: 



25 

PGR reactions were performed in a programmable heating 
block (Hybaid) using 20 rounds of temperature cycling (94*C 
for 1 min, 50*C for 2 min, and 72*'C for 3 min) followed by 
a final lO min step at 72'C. 1 Mg of each primer, a 
30 specified amount of template, and 2.5 units of Tag 
polymerase (Perkin Elmer Cetus) were used in a final volume 
of 100 Ml with the reaction buffer as recommended by the 
manufacturer. 



35 The initial template for the PGR was CAMPATH-IH light 

chain (humanised CAMPATH-1 on REI framework; Page and 
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Sydenham, Biotechnology 9, 64-68, (1991)). Four initial PGR 
reactions were carried out, with lOng of template per 
reaction, using the primer pairs with Bi_, with D^, 
with Fl, and with Hl respectively. The products of these 
5 PGR reactions, fragments AB^, GDl, EF^ and GH^ respectively, 
were purified using Prep-A-Gene (Bio-Rad) following the 
protocol recommended by the manufacturer. Fragments AB^ with 
CD^, and EF^ with GH^ were combined using a quarter of each 
purified product, and subjected to recombinant PGR reactions 

10 with primers A^ plus Dl, and plus Hl respectively. The 
products of these reactions, fragments ADl and EHl, were 
purified as above, and a quarter of each combined in a 
recombinant PGR reaction using primers At and H^. The final 
humanised light chain recombinant PGR product, AH^, was 

15 cloned into the Hind lll site of pUC-18 (BRL) following the 
method of Crowe et al. (1991), utilising the Hind lll sites 
in primers A^ and H^. Plasmid isolates were sequenced by the 
dideoxy chain termination method, and clones of the correct 
sequence chosen. 

20 

(ii) Heavy Chain 
Heavy chain oligonucleotide primers: 





S£Q 


ID 


NO: 


21: 


Bh* 


SEQ 


ID 


NO: 


22: 


C^: 


SEQ 


ID 


NO: 


23: 


D„: 


SEQ 


ID 


NO: 


24: 


£„: 


SEQ 


ID 


NO: 


25: 


Fh: 


SEQ 


ID 


NO: 


26: 


G„: 


SEQ 


ID 


NO: 


27: 


Hh: 


SEQ 


ID 


NO: 


28: 



The initial template for the PGR was GAMPATH~1H heavy 
chain. The rodent GDR's were grafted on to the template 
using the recombinant PGR method as described in section (i) 
35 but using oligonucleotide primers Ah to Hh- The final PGR, 
i.e, fragments ADh and EHh with primers Ah and H„, did not 
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give a high yield of product so a fragment AF„ was generated 
(from fragments ADh and EF„) and used with fragment EHh in a 
PCR with primers Ah and Hh. Oligonucleotides Ah and H„ were 
designed with iiindlll and ^coRI sites respectively to enable 
5 initial cloning of the humanised variable region, and a Spe l 
site was introduced into the NEWM framework 4 (FR4) region 
of oligonucleotide G„ to facilitate subsequent cloning of the 
variable region with a suitable constant region of choice. 
The Snel site was chosen so as not to alter the leucine 
10 residue at position 109 (numbering according to Kabat et 

IhiA) of the humanised heavy chain template. Four out of 
the six human heavy J-minigenes possess a leucine at this 
position; Kabat et ai ibid ^ . Thus the use of the engineered 
Soel site should be generally applicable. 

15 

The humanised heavy chain variable region recombinant 
PCR product was cloned into Hindlll/EcoRI-cut pUC-18 (BRL) , 
and plasmid isolates of the correct sequence were chosen. 
The FR4 and 71 constant regions of CAMPATH-IH heavy chain 

20 were PCR cloned into pUC-l8 (BRL) using oligonucleotide 
primers XH (SEQ ID NO: 29) and YH (SEQ ID NO: 30). Primer 
Xh contains Sjs&l and aindlll sites, and Yh an EcoRI site. 
The Hin^III and £coRI sites were used to clone the PCR 
product into pUC-i8, and plasmid isolates of the correct 

25 sequence were selected. The complete heavy chain was 
subsequently reconstituted from the humanised variable 
region and 71 constant region clones using the engineered 
FR4 SE&I site. 
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25 



30 



35 



Sequence Listing 

INFORMATION FOR SEQ ID NO : 1 



i) SEQUENCE CHARACTERISTICS : 



(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 
10 (D) TOPOLOGY 



1457 

nucleic acid 

single 

linear 



ii) MOLECULE TYPE : cDNA 

ix) FEATURE 

1^ (A) NAME/KEY : CDS [? CODING SEQUENCE] 

(B) LOCATION : i 1457 

(D) OTHER INFORMATION : /Product = "Variable region 

heavy chain" 
standard name = "HUMDXCH.23" 



ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 156 182 

(D) OTHER INFORMATION : /function = CAMPATH IH FRHl 

ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 183 197 

(D) OTHER INFORMATION : /function = CAMPATH IH CDRHl 

ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 198 224 

(D) OTHER INFORMATION : /function = CAMPATH IH FRH2 
xi) SEQUENCE DESCRIPTION : SEQ ID NO : 1 : 
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AAGCTTTACA GTTACTGAGC ACACAGGACC TCACC ATG 

Met 



38 



155 



TGC ACC GTG TCT GGC TTC ACC TTC ACC GAT TTC TAG ATG AAC 197 
Cys Thr Val Ser Gly Phe Thr Phe Thr Trp Phe Tyr Met Asn 



10 



TGG GTG AGA CAG CCA CCT GGA CGA GGT 
Trp Val Arg Gin Pro Pro Gly Arg Gly 

CCG GGT AAA TGAGTGCGAC GGAAGCTT 

Pro Gly Lys 



224 

1430 
1547 



15 



20 



2. INFORMATION FOR SEQ ID NO : 2 



i) 



SEQUENCE CHARACTERISTICS : 



(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



24 base pairs 
nucleic acid 
single 
linear 



25 



ii) MOLECULE TYPE 

iii) HYPOTHETICAL 

iv) ANTI-SENSE 

xi) SEQUENCE DESCRIPTION 



SSDNA 

NO 

No 

SEQ ID NO 



GATCAAGCTT TACAGTTACT GAGC 



24 



30 3. 

i) 

35 



INFORMATION FOR SEQ ID NO : 3 



SEQUENCE CHARACTERISTICS 

(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



45 base pairs 
nucleic acid 
single 
linear 
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ii) MOLECULE TYPE 

iii) HYPOTHETICAL 

iv) ANTI-SENSE 



ssONA 

No 

Yes 



xi) SEQUENCE DESCRIPTION 



SEQ ID NO : 3 : 



TGGCACAGAC CGTCGTGGAA GTCGTGAATA CCATACCCAC ACCCG 45 



10 



15 



4. INFORMATION FOR SEQ ID NO : 4 : 



i) SEQUENCE CHARACTERISTICS 

(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



45 base pairs 
nucleic acid 
single 
linear 



20 



ii) MOLECULE TYPE 

iii) HYPOTHETICAL 

iv) ANTI-SENSE 

xi) SEQUENCE DESCRIPTION 



SSDNA 

No 

No 

SEQ ID NO : 4 : 



ACTTATGGTA TGGGTGTGGG CTGGGTGAGA CAGCCACCTG GACGA 45 



!5 



5. 

i) 



INFORMATION FOR SEQ ID NO : 5 



SEQUENCE CHARACTERISTICS : 



(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



27 base pairs 
nucleic acid 
single 
linear 



ii) MOLECULE TYPE 

iii) HYPOTHETICAL 

iv) ANTI-SENSE 



ssDNA 

No 

Yes 
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Xi) SEQUENCE DESCRIPTION : SEQ ID NO : 5 : 



CATTTACTCA CGCTGCCTTC GAACTAG 



5 6. INFORMATION FOR SEQ ID NO : 6 



10 



i) SEQUENCE CHARACTERISTICS 



(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



207 base pairs 
nucleic acid 
double 
linear 



ii) MOLECULE TYPE 



dsDNA 



15 



xi) SEQUENCE DESCRIPTION : SEQ ID NO : 6 : 



20 



GATCAAGCTT TACAGTTACT GAGCACACAG GACCTCACCA TG 42 



159 



TGCACCGTGT CTGGCAGCAC CTTCAGCACT TATGGTATGG GTGTGGGC 207 
7. INFORMATION FOR SEQ ID NO : 7 : 



25 



i) SEQUENCE CHARACTERISTICS 



(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



1285 

nucleic acid 

double 

linear 



30 



ii) MOLECULE TYPE 



dsDNA 



xi) SEQUENCE DESCRIPTION : SEQ ID NO : 7 : 



35 



ACTTATGGTA TGGGTGTGGG CTGGGTGAGA CAGCCACCTG GACGAGGT 48 

• 1254 

CCGGGTAAAT GAGTGCGACG GAAGCTTGAT C 1285 
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INFORMATION FOR SEQ ID NO : 8 



i) SEQUENCE CHARACTERISTICS 

(A) LENGTH 

(B) TYPE 

(C) STRANDEDNESS 

(D) TOPOLOGY 



1471 

nucleic acid 

double 

linear 



ii) MOLECULE TYPE : dsDNA 

10 

ix) FEATURE 

(A) NAME/KEY : CDS [?] 

(B) LOCATION : 1 1471 

(D) OTHER INFORMATION : /PRODUCT = "Variable region 
15 heavy chain" 

ix) FEATURE 

(A) NAME/KEY : misc feature 

(B) LOCATION : 160 186 

20 (D) OTHER INFORMATION : /function CAMPATH IH FRHl 

ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 175 177 

25 (D) OTHER INFORMATION : point mutation 

ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 184 186 

30 (D) OTHER INFORMATION : point mutation 

ix) FEATURE 

(A) NAME/KEY : Misc feature 

(B) LOCATION : 187 207 

35 (D) OTHER INFORMATION : /function -DK48 CDRHl 
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ix) 



FEATURE 



(A) NAME/KEY 

(B) LOCATION 



Misc feature 



208 



234 



(D) OTHER INFORMATION : /function CAMPATH IH FRH 2 



Xi) SEQUENCE DESCRIPTION : SEQ ID NO : 8 : 

GATCAAGCTT TACAGTTACT GAGCACACAG GACCTCACC ATG 



TGC ACC GTG TCT GGC AGC ACC TTC AGC ACT TAT GGT ATG 198 
Cys Thr Val Ser Gly (Ser) Thr Phe (Ser) Tur Tyr Gly Met 

GGT GTG GGC TGG GTG AGA CAG CCA CCT GGA CGA GGT ^234 
Gly Val Gly Trp Val Arg Gin Pro Pro Gly Arg Gly 
1440 



5 



Met 



10 



159 



20 



CCG GGT AAA TGAGTGCGAC GGAAGCTTGA TC 
Pro Gly Ala 



1471 
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(S) Z>TFOF9€^W FOR SSa ID N0:9: 

(i) SB3UENCS OaRACTEaiSncS: 

(A) m«3ra: 417 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDETNESS: double 

(D) TCPOUDGY: linear 

(ii) l^UnJIZ TYPE: cH^ 

(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Rattiis ractus 

(ix) FSAIURE: 

(A) NAhE/KEY: CIS 
(3) IDCAnON: l.,417 

(D) OIHER INFORMATION: /?roduct?= "H^vy dhain variable 
region with signal sequence" 
/standardjia2ne= "YPC51.1.1" 

(ix) rZAIURE: 

(A) NAME/1^: rdscjsignal 
(3) LDCATICN: 1..57 

(D) OIKER INFQFWAIION: /functiaiT= "Signal sequence" 

(ix) PZAIURE: 

(A) NAME/KE^: misc feature 

(B) LDCanON: 148 ,7162 

(D) OIHEl INIOEWATICN: /functictn* "CER 1" 

(be) FEATCIRE: 

(A) NAME/KEY: laisc feature 

(B) LXmCN: 205,72S3 

(ix) rZATORE: 

(A) NAME/KEY: nisc feature 

(B) IDCAHON: 352.7384 



(Xi) SBCPS^CS DESCRIFIION: SEQ ID N0:9: 

AIG AAA TGC AGC TCGAICAACOCTICTIGAIGGCACIAGCTTCAGM 48 
Met Lys cys Ser Ue Asn Lsu Rie Lsu Met Ala lai Ala Ser Gly 
1 5 10 15 

GICTACGCAGAAGZGCAGCIGCAACAGTCTGGG(XC^ 96 
val lyr Ala Glu Val Gin Lsu Gin Gin Ser Gly Fro Glu Lsu Arg Arg 
20 25 30 

CCr GGG TOO TCA GTC AAG TIG TCT TCT AAG ACT TCT GSC TAG AGC ATT 144 
Pro Gly Ser Ser Val Lys Leu Ser Cys Lys Tbr Ser Gly Tyr Ser He 
35 40 45 
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AAA GAT TAG CTT CIG CAC TGG GTA AAA CMC AGG CCA GAA TAG GGC dG 152 
Lys Asp V/r Lsu Lea His Trp Val Lys His Arg Pro Glu Tyr Gly Isu 
50 55 60 

GAA TGG AIA GGA TGG ATT GAT CGT G^C GAT GGT GAA ACA AAG TAT GGT 240 
Glu Trp lie Gly Ttp He Asp Pro Glu Asp Gly Glu Tiir Lys lyr Gly 
65 70 75 SO 



GAG AAG TIT CAA AGC AGG GGC ACA GIG ACT GGA GAT ACA TCC TCT AAG 
GLn Lys Rie Gin Ser Arg Ala Tr^ Lsu TOrx Ala Asd Tl:r Ser Ser Asn 
85 90 ' S5 



AGA go: tag AIG CAA CIC AGC AGC GIG AGG TCI GAG GAG ACA GCA AGG 
Tbr Ala Tyr Met Gin Leu Ser Ser Lsu !Eir Ser Asp Asp T^J: Ala Thr 
100 105 110 



•36 



TAT ITT TSr ACT AGA GGC GAA TAT AGA TAG AAG TC3 TGG TIT GAT TAG 
Tyr Kie Cys Itx Arg Gly Glu IVr Arg Tyr Asn Ser Tro Phe Asd Tvr 
115 120 125 



2S4 



TGG GGC CAA GGC ACT GIG GIC ACT GTC TCT TCA 
Trp Gly Gin Gly T!^ Lsu Val I^-r Val Ser Ser 
130 125 



417 



(10) mraEWAncN for sua id no:io: 

(i) SBJJniCE QKKACIZI^ISZCCS: 

(A) LQ9GIH: 139 amino acids 

(B) TifPE: amino acid 
(D) TOPDLDGY: linear 

(ii) MDIECDIZ THE: protein 

(xi) SBQUINCS DESCRIPnCN: SEQ ID NO: 10: 



Met lys Cys Ser Trp lie Asn Leu Hie Leu Met Ala Leu Ala Ser Gly 
1 5 10 15 

Val Tyr Ala Glu Val Gin Lsu Gin Gin Ser Gly Pro Glu leu Arg Arg 
20 25 30 

Pro Gly Ser Ser Val Lys Leu Ser cys Lys Hir Ser Gly Tyr Ser He 
35 40 45 

Lys Asp Tyr Leu Leu His Trp Val Lys His Arg Pro Glu Tyr Gly Lsu 
50 55 60 

Glu Trp He Gly Trp He Asp Pro Glu Asp Gly Glu Thr Lys Tyr Gly 
65 70 75 80 



Gin Lys Hie Gin Ser Arg Ala Thr Lsu Ttx Ala Asp Uir Ser Ser Asn 
85 90 95 
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Hir Ala Tyr Mat Gin Lau Ser Ser Leu Ihr Ser Asp Asp T^x Ala Thr 
100 105 110 

lyr Phe Cys 2:r Arg Gly Glu Tyr Arg lyr Asn Ser Tip Phe Aso Tyr 
lis 120 125 ' 

Ttp Gly Gin Gly Leu Val l^r Val Ser Ser 
130 135 
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(ll)IOTCEr^OJTCN FOR SEQ ID N0:11: 

(i) S33UINCS GiAKACIZRISIICS: 

(A) L2^GIK: 375 base pairs 

(B) TfPZ: nucleic acid 

(C) SISANDEIKESS: double 

(D) lOPODDGY: linear 

(ii) hSDLECULS TYPE: cDNA 

(vi) CSKEGINAL SOURCE: 

(A) ORGANISM: Rattus rattus 

(ix) FSATORZ: 

(A) N7^/m: CDS 
(3) LOCMION: I.. 375 

(D) OIKZR INFCRMmCN: /prodoct- "Variable region li(At 
chain" 

/standard_nainff= "YFC51.1.1" 

(ix) FSAIURE: 

(A) NftME/I^: inisc_signal 

(B) IDCKnON: 1..60 

(D) OihrK INPORMftllON: /function= "Signal sequence" 

(ax) FEATORE: 

(A) NRME/KEY: misc feature 

(B) IDCAHON: 130.7l62 

(D) OTHER INPCraM3CN: /function- "CDR 1" 

(ix) rZAIURE: 

(A) NAME/KEY: misc feature 

(B) LOCKriQS: 208.7228 

(D) onaES mparoanoN: /functicm "oh 2" 

(ix) FEAIURE: 

(A) NAME/KEY: misc feature 

(B) IJDCRITCN: 325.7351 

CD) OTHER mroFMKnCM: /function" "C33R 3" 



(xi) SSQOEMCE DESCRIPnGN: SBQ ZD NOrll: 

AIG AOG GPC GAG GTI CAS TIT CIG OGG CIC CIT CIG CIC IGG ACA TCA 48 
Met Arg Val Gin Val Gin %e Leu Gly Leu Leu Lsu Lsu Trp Ihr Ser 
1 5 10 15 

GGT GOC CAS TUT GAT CIC CAG AIG AOC CAG TCP COG TCI TAT CIT GCT 96 
Gly Ala Gin Cys Asp Val Gin Met Ihr Gin Ser Pro Ser Tyr Leu Ala 
20 25 30 



wo 92/07075 



PCr/GB91/01744 



GCSTCTCCTGGAGAAACTGTrTCCJaCAGTTCCAAGGCAACTAM 144 
Ala Ser Pro Gly Glu Ser Val Ser lie Ser cys Lys Ala Ser Lys Ser 
25 40 45 

AIT AGC AAT TAT TL\ GCC TCG TAT CAA CAG AAA CCr GGG GAA GCA AAT 
He Ser Asn Leu Ala Tip T\t GLt Gin Lys Pro Gly Glu Ala Asn 
50 55 60 

AAA CIT err GTC T.ijr TAT GG3 ACT TIG CGA TCr GGA AIT CCA TCG 240 
Lys Leu Leu Val Tyr Tyr Gly Ser '2a: Lea Arg Ser Gly lie Pro Ser 

^3 70 75 80 

AGGTICAGTGGCAGTGCATCTGGTACAGArTrCACTCrCACCATCAGA 2SS 
Arg Ehe Ser Gly Ser Gly Ser Gly Trx Asp Ehe Ihr Leu 'Ca: lie Arg 
85 90 95 

AAC CT3 GnS CCr GCk GAT TTT GC\ GTC TAG TAG TCT CA\ GAG TAT TAT 336 
Asn Leu Glu Pro Ala Asp Phe Ala Val Tyr Tyr Cys Gin Gin lyr Tyr 
100 ICS * 110 

GAA AGA CC3 CTC ACS TTC GGT TCT GGG AOC AAG CIG GAG 375 
Glu Arg Pro Leu Ttsr Phe Gly Ser Gly "Ear Lys Leu Glu 
115 . 120 125 

(12)IKFQiWAIlCKf FOR SEQ ID NO: 12: 

(i) SSSSSHCZ O-SRACISSISIICS: 

(A) LENGTH: 125 asdno acids 

(B) TbfPE: asdno acid 
(D) TOPOLOGY: linear 

(ii) MOLECmz TYPE: protein 

(xi) SBQUS'ICE DSSG?I?nCN: 533 ID NO: 12 

Met Arg Val Gin Val Gin Hie Lsu Gly Lsu Leu l/^i leu. Ttp Ca: ser 
1 5 10 IS 

Gly Ala Gin Q« Asp Val Gin Met Cir Gin Ser Pro Ser Tyr Leu Ala 
20 25 .30 

Ala Ser Pro Gly Glu Ser Val Ser lie Ser cys Lys Ala Sear Lys Ser 
35 40 45 

He Ser Asn lyr Leu Ala Trp lyr Gin Gin Lys Pro Gly Glu Ala Asn 
50 55 60 

Lys Leu Leu Val Tyc Tyr Gly Ser 7^x Leu Arg Ser Gly lie Pro Ser 
65 70 75 80 

Arg Phe Ser Gly Ser Gly Ser Gly Ihr Asp Phe Ihr Leu Ttrr lie Arg 
85 90 95 
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Asn Leu Glu Pro Ala Asp Phe Ala val lyr Tyr cys Gin Gin Tyr lyr 
100 105 ' no 



Glu Arg Pro Leu Uir Phe Gly Ser Gly Uir Lys Leu Glu 
lis 120 125 
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(ii) mT.TTTJLS TYPE: CCNA 

(iii) KiSKmsncfl.: No 

(iv) ANn-S2NSE: No 

(vi) CRIGIUAL SOURCE: 

(A) CiRG;^SM: Pattus rattus 

(xi) SUyjoacZ DESCRIPZIGN: SEQ id N0:17: 

(13) BJKS^anCN FDR SEQ ID NO:33: 

(i) SB2UENCS CHARACIERISITCS: 

(A) LENGIH: 30 bases 

(B) TXPE: nucleic acid 

(C) SZRANDS^^S: single 

(D) TCSOLDGY: linear 

(ii) M3LSCULE T^E: ssCMA 

(iii) HXPOIHEITCAL: NO 
(iv) ANTI-SENSE: NO 

i 

(Xi) SBSUENCE DESCRIPnCN: SEQ ID NO: 13: 

GfooAGcn ciczi^a^srr acxgagcaca 

(14) INFDroanON FOR SBQ ID N0:14: 

(i) SSQOENCE OnRACIERISnCS: 

(A) IB«SIH: 43 bases 

(B) T^: mcleic acid 

(C) SISANDECNESS: single 

(D) TQPQDDGy: linear 

(11) muajLZ T£PE: SSCNA 
(ill) HmTIHSnCAL: NO 

(iv) ANn-SENSE: YES 

(xi) SEQUENCE DESCRIPZTCN: SEQ ID NO: 14: 
GCOAKOXT TCdAATOCr CTTTOTSCT irACASSIGA HQS 

(19 INKSraffiTION K» SEQ ID N0:15; 



wo 92/07075 



(i) SBSJmS CHARACIZRISnCS: 

(A) L2NGIH: 43 bases 

(B) T^Z: nucleic acid 

(C) sny^EDNESS: single 

(D) TOPOLOGY: linear 

(ii) mUEX^JlZ T^Pi: ssDNA 
(iii) HiTCflHEriai: NO 
(iv) AlOT-SENSE: NO 

(xi) S33UINCE DESCRI?riC»s^: £32 ID NO: 15: 
AGAGCMTAG CVOTMTIA GOCIGGTACC AGCAGAAGCC AGG 
(16) INrXimmaN FOR SZQ ID N0:l6: 

(i) S32UINCE GimCIERI£TICS: 

(A) LENGTEH: 41 bases 

(B) TYPE: nucleic acid 

(C) STRANDZn^S: single 

(D) TOPOLOGY: linear 

(ii) >nTJErTJIZ TOE: ssDNA 
(iii) HYPOEETICAL: NO 
(iv) ANTT-SINSE: YES 



(xi) SBQOENCE DE5C3aPIT0N: SBQ ID N0:16: 
AGKIC3CAAA GITGAOCCaT AGnySKTCAG CAGCmGGA G 
(17) lOTOCWKEION KR SSJ ID N0:17: 

(i) SEQUENCE CKAKACIEPISIICS: 

(A) LENGIH: 41 bases 

(B) TiPZ: nucleic acid 

(C) SIRANDEDNESS: single 

(D) TOPOIiKY: linear 

(ii) miinJLZ TYPE: sSDNA 
(iii) HYPOTHETICAL: NO 



(iv) ANn-SDJSE: NO 
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(xi) DESGRHrrCN: SZQ ID NOri?: 

^^^^I^SGGTC^A CmcOSAIC TGGTGTCOCa AGCAGAITCA G 
(IS) 2^r^i^MlCN PDR SB3 ID N0:18: 

(i) S33UENCE GKJJ^ACIERISrrCS: 

(A) L2«roj: 47 bases 

(B) THPS: nucleic acid 

(C) SIRMTOIDNESS: single 

(D) TQPOliDGY: linear 

(ii) MOLECULE TfPE: ssENA 
(iii) ffiSCCESriCAL: NO 
(iv) AOTI-SINSE: YES 



(xi) S32USNCS DESCRIPTION: 532 ID N0:18 : 

CmcmAT AdGTTOGa^ GTAGTAGGTC GC3MCT 
(19) INFORMATICN FOR SBB ID N0:19: 
(i) SB30SNCE OaRACTESlSnCS: 
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(A) LE»SIH: 47 bases 

(B) TYPE: nucleic acid 

(C) SXRANDECNESS: single 

(D) TQPOLDGY: linear 

(ii) M30LSCUI£ TiPZ: ssCNk 
(iii) H5CP02HEIIC»L: IK) 
(iv) ANn-S2NSE: NO 



(id) SSQUINCS DESORIPnO*: SSQ ID N0:i9: 

csACA£3iarr aigaaagacc GcrcMsnc gsccm^ggs^ ocaaggt 

(20) INK2EWMICN TOR SB3 ID N0:20: 

(i) SBQUDICE aaRACTEKTSnCS: 
(A} IS«3IH: 30 bases 

(B) nPE: nucleic acid 

(C) Sn»NDB2tESS: single 

(D) TOPOLOSy: linear 

(ii) MmacuiS T^: ssCNA 
(iii) aiPCflHEnCAL: NO 

(iv) anh-shise: yes 



(Xi) SBQOSfCE OESa^IFZION: SEQ ID N0:20 : 
GATCMU3CIT dftAOOCT CCCOSnSk 
(21) mFOROZZCN POR 5EQ ID N0:21: 

(i) SB3JWCB OnRACXERISIICS: 

(A) ia«SlH: 31 bases 

(B) TgE ; nuc leic acid 

(C) SIRft NDECMESS: single 

(D) roPCSLOSy: linear 

(ii) ICim]I£TS>E: SSCNA 
(iii) HOOZHSnCAL: NO 
(iv) AOTI-SH«SE: NO 
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(xi) ssjsJSJCE Dssaapnanx seq id no:21: 
TGssAiosar camcitt?^ AGmciGas c 

(22) INKSWanCN FDR SSQ ID N0;22 : 



(i) SBQUZNCZ CHARACHSISnCS: 

(A) IZN8IH: 36 bases 

(B) nucleic acid 

(C) SIKANDECMSS: single 

(D) TOPOLOGY: linear 

(ii) yCSSSJlS TYPE: ssCSA 
(iii) HXPOHiSriCAL: NO 
(iv) ANTI-SSNSE: YES 



(Xi) SBQCJDICE DESCRIPnCN; SEQ ID N0:22: 
GIGCMAAGS IR MOSSma AfiSZGAASOC AGT^CAC 



(23) INFCSannCN for SSQ id ,N0:23: 

(i) SBQDIMCE CHABACTESaSIICS: 

(A) Zfi«8IH: 36 bases 

(B) TS^; nucleic acid 

(C) sntfkNDETNESS: single 

(D) TOPQICGY: linear 

(11) VmsmS TS£: SSCMA 
(iii) HOOZKEIICAL: NO 
(iv) MRX-SDISE: NO 



(xi) SBQUE2CE CSSCRIPZZON: SEQ ID N0:23: 

GamdciTc tccacigqgt gmsogooi ocigga 

(24) SIEtS«MITCN R]R SEQ ID N0:24: 

(i) SEOJSUCE csosj^cnsisncsi 

(A) Z248IH: 54 bases 

(B) TiPE: nucleic acid 

(C) SIRANDECNESS: single 
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(D) TDP0ID3Y: linear 

(ii) MDimjLE TiSE: ssTtHk 

(iii) KOCflKEIlCAL: NO 
(iv) ANIT-SENSE: YSS 

(Xi) SZQQINCS DESCSIFIICN: SSQ ID N024 : 

ATAcrriGrr Tcaocaiocr cacgmcaat aaiaaAic cacicaagac cicg 54 

(25) INFCiRMmCN FOR SBQ ID NOJ25 : 

(i) S33tENCS OfflRACTESISIICS: 

(A) lUKnsi: 54 bases 

(B) T£PZ: nucleic acid 

(C) SIS^ANDHKESS: sijigle 

(D) roPQIOSY: linear 

(ii) MDISCQLS Ta>E: SSOA 

(iii) mscnsExicxL: no 

(iv) ANTI-SZSISE: NO 



(Xi) SEQUhNOi DESCKIFrECN: SBQ ID N0:25: 
GSTOAAACAA AG3WWGTLA GAftGirTOA ;u3C2&ASrS\ CaMGCIGGT AGAC 
(26) INFQS34mON FSR SEQ ID N0:26: 

(i) SB3JE3HCE CSKSkZTESISnCS: 

(A) lawiH: 45 bases 

(B) lYPE: nucleic acid 

(C) SgftN DECWESS; single 

(D) TSSOLOGil Vfp^r 

(ii) MSLBCaLE TS>E: ssOA 
(iii) KOCZHEnCAL: NO 
(iv) ANIZ-SEMSE: YES 



(xi) SEQUENCE DESCRIFIION; SBQ ID N0:26 : 
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ocAaacnG raiciaiATr osocitTiGc acsw^taaias aoosc 

(27) INPORMMICN PDR SSQ ID N0:27: 

(i) SB3UDJCE CHmCTSlESIICS: 

(A) IS4SIH: 54 bases 

(B) T£PE: nucleic ^cid 
(C} SIRAKDEDNESS: sL«)gle 
(D) TOPQDDGY: linear 

(ii) MXSXULE: T»>£! ssQNA 

(iii) HCTOIKEnCAL: NO 

(iv) Am-SHJSE: NO 



(xi) S32UISICE DESCRIPnON: S32 ID N0:27: 
AGKEACAACr CGIGGITPSA TIACIGGSSr CftAGSdCAC IRGICACaGT dCC 
(28) INPCSaiaTION TOR SZQ ID N0:2S : 

(i) SBQUENCE anKAOxsisncs: 

(A) mxsm: 36 bases 

(B) TiiFS: nucleic acid 

(C) SIS»ND£rN£SS: single 

(D) TDPQDSSY: linear 

(ii) M3T . Tn . T L S TOfE: ssDA 
(iii) HJfPOIHEIICAL: NO 
(iv) ANTI-SaJSS: YES 



(xi) SEQUENCE KSCBIPEICN: SEQ ID N0:28: 



TMacaoau AfiSGAATros gacagoxsss aaosto 



36 
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( 29) SOCBMAZION FOR SEQ ID N3:29 : 

(i) SBSUBfCS QIARACIIERZSrZCS: 

(A) UNSIH: 48 bases 

(B) nPE: nucleic acid 

(C) SHaNDHXIESS: single 
(0) TOFOLOsr: linear 

(ii) MSCZniLC SSON\ 

(iii) HSCIHEncaL: NO 
(iv) ANIZ-SSISE: NO 



(xi) SEQUENCE DESCRZPIiai: SEQ ID N0:29: 

GcsGciccrr mAGOiiG ggsto^ggc Taengpc a crgkicc 
(30) mpoaaaian for s£q id no:30 : 

(i) QAPACEESZSnCS: 
(A) zaiSlH: 33 bases 
(6) TSCPE: nucleic acid 

(C) snaN DEENESS; single 

(D) TQPQLOSJf: linwr 

(ii) VaWJLZ TYPE: SSOKA 
(iii) HJOCIKEIXCAL: NO 
(iv) ANIX-SZ2ISE: YSS 



(xi) SEQUQICE OESCKIPnCN: SBQ ID N0:30: 
JMSCaXSBS GSAKETCm TAOXSGAGA CAC 



wo 92/07075 



PCr/GB91/01744 



51 



CLAIMS : 



1. A method for producing a double- or single-stranded 
5 DNA of formula 



5' F1-M-F2 3' 



encoding an antibody chain or fragment thereof in which at 
least one of the complementarity determining regions (CDRs) 
of the variable region of the antibody chain is derived from 
a first mammalian antibody, and the framework of the 
variable region is derived from, a second, different 
mammalian antibody, wherein M comprises DNA encoding a CDR 
of the second antibody and Fl and F2 respectively encode 5' 
and 3' sequences flanking M, which method comprises;. 



(i) preparing a single- or double-stranded DNA template of 
the formula 

20 

5' fl-H-f2 3' 



wherein H comprises DNA encoding a CDR of a different 
specificity from M and fl and f2 are substantially 
'5 homologous to Fl and F2 respectively; 

(ii) obtaining DNA oligonucleotide primers A, B, C and D 
. wherein 

0 A - comprises a sequence a* which has a 5' end 
corresponding to the 5' end of Fl and which is 
identical to a corresponding length of the sequence 
Fl, is oriented in a 5' to 3' direction towards H; 



5 B 



consists of the sequence 
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wherein 

b' comprises a sequence complementary to a 
corresponding length of M and has a 3' end which is 
complementary to the 5' end of m, and 
- b- is complementary to a sequence of corresponding 
length in F' and has a 5' end which starts at the 
nucleotide complementary to the 3' end of f'; 

C consists of the sequence 



5' c'-c^ 3' 

r 

15 wherein 

- c' comprises a sequence identical to the corresponding 
length of M and has a 3' end which corresponds to the 
3' end of M, and 

- is identical to a sequence of corresponding length 
^° ^2 and has a 5' end which starts at the nucleotide 

corresponding to the 5' end of F2; 

D - comprises a sequence d' which has a 5' end 
complementary to the 3' end of F2 and which is 
2^ complementary to a corresponding length of F2, and 

- is oriented in a 5' to 3' direction towards H; 

and wherein b' and c' overlap by a length sufficient to 
permit, annealing of their 5' ends to each other under 
30 conditions which allow a polymerase chain reaction (PCR) to 
be perfomed; 

(iii) performing, in any desired order, PCR reactions with 
primer pairs A,B and C,D on the template prepared. in 
35 (i) above; and 
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(iv) mixing the products obtained in (iii) above and 
performing a PGR reaction using primers A and D- 

2. A method according to claim 1 wherein Fl and F2 each 
5 encode at least one human antibody framework region, and 

optionally further CDRs- 

3 . A method according to claim 1 or 2 wherein H encodes 
a CDR of the said first antibody. 

10 

4. A method according to any one of the preceding claims 
wherein M encodes a non-human CDR region- 

5. A method according to claim 4 wherein M encodes a 
15 murine or rodent CDR. 

6. A method according to any one of the preceding claims 
wherein the primers A and D contain at least one restriction 
endonuclease recognition site within 10 nucleotides of their 

20 5' ends. 

7. A method according to any one of the preceding claims 
wherein, in the primers B and C, b^ and c^ are the same 
number of nucleotides in length. 

25 

8. A method according to any one of the preceding claims 
wherein primers A, B, C and D are each from 15 to 200 
nucleotides in length. 

3 0 9. A method according to claim 8 wherein aS b-, c^ and d' 
of primers A, B, C and D respectively are each from 15 to 30 
nucleotides in length. 

10. A method for the production of a htunanised antibody 
35 wherein at least one of the CDR regions of a human antibody 
light or heavy chain is replaced by a method according to 
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any one of the preceding claims. 

11. A method according to claim 10 wherein all three CDR 
regions are replaced, 

5 

12 • A method according to any one of the preceding claims 
which further includes the introduction of the DNA obtained 
into an expression vector. 

^0 13. A method according ro claim 12 which further includes 
the introduction of the expression vector into a host cell. 



15 



20 



14, A method according to claim 13 wherein the host cell 
is a Chinese Hamster Ovary (CHO) cell or a myeloma cell. 

15- A method according to claim 13 or 14 which further 
includes expression of the DNA obtained and recovery of the 
expressed product. 

16. An oligonucleotide 3 0 to 110 nucleotides in length 
which consists of the sequence: 

5' o^-o- 3' 

25 wherein o* comprises at least 15 nucleotides of a sequence of 
a CDR region of non-human origin and o- comprises at least 15 
nucleotides of a framework region of human origin. 

17. A method for producing a double- or single-stranded 
3 0 DNA of formula 

5' F1-M1-F2-M2-F3-M3-F4 3' 



35 



encoding an antibody chain or fragment thereof in which the 
three complementarity determining regions (CDRs) of the 
variable region of the antibody chain are derived from a 
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firsr mammalian antibody, and the four framework regions of 
the variable domain are derived from a second, different 
mammalian antibody, wherein Ml, M2 and M3 comprise DNA 
encoding CDRs of the second antibody and Fl, F2, F3 and F4 
5 comprise framework sequences flanking the CDRs Ml, M2 and 
M3, which method comprises; 

(i) preparing a single- or double-stranded DNA template of 
the formula 

10 

5' fl-Hl-f2-H2-f3-H3-f4 3' 

wherein HI, H2 and H3 comprises DNA encoding CDRs of a 
different specificity from Ml, M2 and M3, and fl, f2, f3 and 
15 f4 are substantially homologous to Fl, F2, F3 and F4 
respectively; 



20 



(ii) obtaining DNA oligonucleotide primers A, B, c, D, E, 
F, G and H wherein 



A - comprises a sequence a* which has a 5' end 
corresponding to the 5' end of Fl and which is 
identical to a corresponding length of the sequence 

Fl; 

25 - is oriented in a 5' to 3' direction towards HI; 

B consists of the sequence 

5' b'-b^ 3' 

30 Wherein 

- b' comprises a sequence complementary to a 
corresponding length of HI and has a 3' end which is 
complementary to the 5' end of Ml, and 

- b^ is complementary to a sequence of corresponding 
35 length in F* and has a 5' end which starts at the 

nucleotide complementary to the 3' end of Fl; 
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C consists of the sequence 

5' c*-c^ 3' 

5 wherein 

- c^ comprises a sequence identical to the corresponding 
length of and has a 3' end which corresponds to the 
3' end of M^ and 

- c^ is identical to a sequence of corresponding length 
10 in F2 and has a 5' end which starts at the nucleotide 

corresponding to the 5' end F2; 

D consists of the sequence 
15 5' d»-d2 3' 

wherein 

d^ comprises a sequence complementary to a 
corresponding length of M2 and has a 3' end which is 
20 complementary to the 5' end of M2, and 

- d^ is complementary to a sequence of corresponding 
length in F2 and has a 5' end which starts at the 
nucleotide complementary to the 3' end of F2; 

25 E consists of the sequence 

5' e>-e^ 3' 

wherein 

3 0 - e' comprises a sequence identical to the corresponding 

length of M2 and has a 3' end which corresponds to the 
3' end of M2, and 

- is identical to a sequence of corresponding length 
in F3 and has a 5' end which starts at the nucleotide 

35 corresponding to the 5' end F3; 
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F consists of the sequence 

5/ fl-f2 3/ 

5 Wherein 

- f* comprises a sequence complementary to a 
corresponding length of M3 and has a 3' end which is 
complementary to the 5 ' end of M3 , and 

- f^ is complementary to a sequence of corresponding 
length in F3 and has a 5' end which starts at the 
nucleotide complementary to the 3' end of F3; 

G consists of the sequence 

15 5/ gl-g2 3/ 

wherein 

- g' comprises a sequence identical to the corresponding 
length of M3 and has a 3' end which corresponds to the 

20 3' end of M3, and 

- g^ is identical to a sequence of corresponding length 
in F4 and has a 5' end which starts at the nucleotide 
corresponding to the 5' end F4; 

25 H - comprises a sequence h* which has a 5' end 
complementary to the 3' end of F4 and which is 
complementary to a corresponding length of F4, and 

- is oriented in a 5' to 3' direction towards H3; 

30 and wherein the pairs and cS d' and e\ and f^ and g^ 
overlap by a length sufficient to permit annealing of their 
5' ends to each other under conditions which allow a PGR to 
be performed; 

35 (iii) performing, in any desired order, PGR reactions with 
primer pairs A,B; C,D; E,F; and G,H on the template 
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prepared in (i) above to obtain DNA fragments AB, CD, 
EF and GH; and 

(iv) splicing the fragments obtained in (iii) above to 
obtain the desired DNA. 



10 



18. A method according to claim 17 wherein F4 comprises 
framework sequence flanking the CDR M3 and DNA encoding all 
or part of the contact region of the antibody chain. 



19. A method according to claim 17 or 18 wherein step (iv) 
is performed by: 

(iva) mixing fragments AB and CD with primers A and D 
and performing a PCR to obtain a DNA fragment AD; 
f^v*^) mixing, before, during or following step (iva) 
above, fragments EF and GH with primers E and H 
and performing a PCR to obtain a DNA fragment EH; 
and 

(ivc) mixing fragments AD and EH with primers A and H 
20 to obtain the desired DNA. 

21. A method according to claim 17 or 18 wherein step (iv) 
is performed by: 

(iva) mixing fragments CD and EF with primers C and F 
25 and performing a PCR to obtain a DNA fragment CF; 

and EITHER: 

(ivb-l) mixing fragments AB and CF with primers A and F 
and performing a PCR to obtain a DNA fragment AF; 
and 

30 (ivc-1) mixing fragments AF and GH with primers A and H 

to obtain the desired DNA; OR: 
(ivb-2) mixing fragments CF and GH with primers C and H 
and performing a PCR to obtain a DNA fragment CH; 
and 

35 (ivc-2) mixing fragments AB and CH with primers A and H 

to obtain the desired DNA. 
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